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BUFFERS AND REAGENT

10X Tris borate buffer (10X TBE buffer)

Tris — base 100
Boric acid 55
0.5 M EDTA (pH 8.0) 40

9
9

ml

Adjust volume to 1,000 ml with distilled water. The solution was mixed and

stored at room temperature.

6X loading dye

Bromphenol blue 0.25
Xylene cyanol 0.25
Glycerol 50
1M Tris (pH 8.0) 1
Distilled water until 100
Mix and store at 4°C

2% Agarose gel (w/v)

Agarose 2.0
1XTBE 100

mi
ml

ml

g

mi

Dissolve by heating in microwave oven and occasionally mix until no

granules of agarose are visible.
Ethidium bromide

Ethidium bromide 10

mg
Distilled water 1 ml
Mix the solution and store at 4°C
Phosphate-Buffered Saline (PBS)
Solution A
NaCl 80 g
KCI 02 g
CaCl,.2H,0 0.132 g
MgCl,.6H,0 01 g

Distilled water

800 ml
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Solution B

Na,HPO, 115 g
KH2PO4 02 g
Distilled water 800 ml

Dissolve each solution in demineralized water. Autoclave solutions A and B
separately at 15 pounds for 15 minutes. Mix A and B when cold: stir slowly;
final pH 7.0 and store at 4°C.

100 bp ladder

100 bp ladder stock 30 ul
TBE buffer 30 i
1X loading dye 30 ul
Mix the solution and store at 4°C

1k bp ladder

1k bp ladder stock 30 pl
TBE buffer 30 i
1X loading dye 30 pl

Mix the solution and store at 4°C
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APPENDIX B
SAMPLE SIZE
Sample size (two independent groups) for ELIZA experiment

" 31)
From previous report(

Patients (n,) = 90 controls (n,) = 123

mean (—)21) = 32 mean (22) =5

SD (S,) =+32 SD (S,) =+12
Calculation

o =0.05

B =010

Zop=Z, = 1.96 (two tails)
Zg =2Z,,~1.28

nigroup = 2(Zg,+ ZB e /(>Z1— >Z2)2
>_<1 = mean of patients
>_(? = mean of controls

2 3
G = Pooled variance

= (n,-1S,” + (n,-1)8,”

n,+n,-2

= (90-1 198 423-1)12"

90+123-2
=515.185
n/group = 2(1.96+1.28)x 515.185

(32-5)°
= 14.8
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APPENDIX C
CRITERIA FOR SELECTION OF CONTROLS & RESULT OF ELISA

Controls of serum DcR3 levels using ELISA
In this study, serum from healthy children could not be obtained. Therefore, we
used control serum from patients who met the following criteria.
Inclusion criteria for selection of the unaffected controls
1. Age
< 20 years old
2. Patients without the following disorders;
2.1 Myeloma
2.2 Nasopharyngeal carcinoma
2.3 Pituitary adenoma
2.4 Hepatocellular carcinoma
2.5 Crohn's disease
2.6 Pancreatic adenocarcinoma
2.7 Gastric cancer
2.8 Renal cancer
2.9 Epithelial ovarian cancer
2.10 B cell lymphoma
2.11 Laryngeal carcinoma
2.12 Ovarian cancer
2.13 Glioma
2.14 Colorectal cancer
2.15 Gastrointestinal tract tumor
2.16 Silicosis
2.17 Leukemia
2.18 Kidney transplant
3. The patients with mild illnesses

4. The patients/parents signed the consent form.
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Table17. Evaluation of serum DcR3 (pg/pl) in SLE patients by ELISA

Plate I , Biotrak II Reader .. Resuits
Test : DER3ASO/620
Neasurement Date O 63.08.09 1112

Neasurement Filters 4507620 e

Legend: (ayoul / Absorbance 4 (encentraticn ; Thresholds
CCNCERLIALION range: 51.450% pgrei .. $75.e pesal
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Figure22. Standard curve of DcR3 by ELISA
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